Generation of Efector T, Cells In Vitro . The method used was as described for ectomelia-virus (17) . Briefly, spleen cells from mice immunized 3-5 wk previously with virus (ectromelia, Sendai, or influenza) were cultured with syngeneic splenic stimulator cells infected with the same virus used for immunization . Stimulator cells were infected with two plaque-forming units virulent ectromelia virus/cell, 1-2 embryo infectivity dose (EID5o) U/cell of Sendai virus, or 2 EIDr ,oU/cell of influenza virus . A stimulator to responder ratio of 1 :10 was used for all viral systems and cultures were held for 5 days at 37°C for Sendai and influenza, and 39°C for ectromelia .
The generation in vitro of secondary TNP-immune Tc cells was essentially as for viral systems except . that responder spleen cells were from mice primed 2-12 wk previously by subcutaneous injection of 4 X 106 TNP-modified spleen cells in 40 ,ul PBS into the hind footpad, and responder: stimulator ratio was 4 :1 .
For primary one-way mixed lymphocyte reactions (MLR) splenic responder cells and yirradiated, allogeneic splenic stimulator cells were cultured at 37°C for 5 days at a responder : stimulator ratio of 4 :1 (18) .
After the harvesting of responder cells from cultures, dead cells were always removed by centrifuging through Ficoll-Isopaque (19) .
Adsorption of Immune Lymphocytes to Macrophage Monolayers. The method described by Brondz et al . (20) was modified as follows : peritoneal macrophages were harvested 3 days after intraperitoneal injection of an irritant (4 ml thioglycollate medium, Difco Laboratories, Detroit, Mich.) . Almost confluent monolayers were prepared by seeding 7 X 10 6 peritoneal macrophages in 10 ml F-15 containing 10% FCS in a tissue culture flask (25 cm2 growth area, Falcon Plastics, BioQuest, BBL & Falcon Products, Cockeysville, Md .) and incubating at 37°C overnight . Monolayers were rigorously washed with warm medium to remove all nonadherent cells ; the cells remaining in the flask were then uniformly large, strongly adherent macrophages . After washing, all medium was drained from the flasks and 2 ml of complete medium containing 107 lymphoid cells (including effector T. cells) from the cultures described above were added to each flask . Adsorption was carried out by incubating at 30°C for 2 .5 h in a horizontal position . Collection of the nonadherent cells was achieved by draining the flasks vertically over centrifuge tubes without prior agitation . This procedure inevitably resulted in some loss of nonadherent cells in the small volume of medium remaining in the drained flask. There could also be a degree of nonspecific adherence and trapping as reported in several laboratories (20) (21) (22) (23) (24) . However, this method avoided the problem of detachment of cells from the adsorbing monolayer which would then contaminate the effector cell suspension and act as cold competitors (1) . Because of their large size and morphology, thioglycollate-induced macrophages which became detached could be easily identified during counting of the nonadherent cells harvested after the adsorption procedure . They were never more than 1 .5% of the total nonadherent cell population, which was then tested for effector activity on 51 Cr-labeled target cells. Because the maximum effectontarget ratio used was 10 :1, this level of contamination was never high enough to result in the macrophages acting as cold competitors. Another potential pitfall in this method is the possibility that Tc-cell lytic potential becomes exhausted (because of repeated killing) during their 2.5 h in culture at 30°C with an absorbing monolayer that they are capable of recognizing and lysing (22) . This possibility was ruled out by control experiments which showed that after 2 .5 h at 30°C in contact with a 51Cr-labeled adsorbing monolayer, T. cells had lysed very few of the labeled cells, but they were able to strongly lyse the labeled macrophages over a further 6 h with the temperature raised to 37°C, the time and temperature used in routine assays.
Cytotoxicity Assay . The method used for L929, P815, and macrophage targets have been described in detail elsewhere (17, 18) . Data given are the means of triplicates and have had spontaneous release subtracted for assay times of 6 h at 37°C . Standard errors of the means were always <3% and are omitted for clarity. Significance was determined by Student's t test . Effector Tc cells were generated in vitro in secondary responses in the case of TNP and influenza virus (JAP) or in primary MLR . § Significantly less than appropriate controls at the same effector target ratio (P < 0.001) .
TABLE II Virus-Specific Adsorption of CBA/H Te Cells Stimulated by Sendai or Influenza (1AP) Viruses
Data given are means of triplicates of percent-specific "Cr release at eflector :target ratios of 3:1 and 10:1 .
Effector T. cells were generated in vitro in secondary responses . § Significantly less than all other groups on the same target at the same effect-target ratio (P < 0.001) .
macrophages, either TNP-modified, infected with JAP or untreated (Table I) To test the virus-specificity of adsorption of virus-immune Te cells, Sendai and influenza QAP) viruses were used . Table II illustrates that adsorption is highly virusspecific. Both types of virus-immune Tc cells showed significantly reduced cytotoxicity only after contact with syngeneic monolayers infected with the same virus used for immunization .
Discussion
Adsorption of alloreactive Te cells has been reported previously by several groups (20) (21) (22) (23) (24) , but only one brief report, uncontrolled for virus-specificity, concerns adsorp- Receivedfor publication 14 August 1978.
